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0 Antiulcer agent and adhesion inhibitor for helicobacter pyroli. 

5 ® A novel drug which is effective in treating and preventing of ulcers on the gastric mucosa and in inhibiting 
the adhesion of Helicobacter pyroli on the gastric mucosa, and has a high safety, is provided. 
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An antiulcer agent and an adhesion inhibitor for Helicobacter pyroli comprising fucoidan, 
charides contained In a red or brown algae extract, as an active ingredient 



i.e., polysac- 



Rank Xerox (UK) Business Services 

• (3.10/3.09/3.3.4» 



BNSOOCIO: <EP .0645143A1_I_> 



EP 0 645 143 A1 



FIELD OF THE INVENTION 

This invention relates to a drug useful In preventing and treating ulcers and tumors on the gastric 
mucosa, and other disorders. 

BACKGROUND OF THE INVENTION 

As antiulcer agents for treating ulcers on the gastric mucosa. Ha blockers and proton pump inhibitors 
which aim at suppressing gastric acid secretion, have been used. However, gastric ulcers frequently recur 
after discontinuation of the administration of these secretion-suppressing drugs. 

In recent years, a certain bacterium Helicobacter pyroll has been identified as participating In the 
occurrence of ulcers on the gastric mucosa. This bacterium is believed to adhere to the gastric mucosa, 
where it produces ammonia which induces gastritis and, in its turn, ga^ic ulcer or cancer. See Anti- 
Infectious Agent and Diseases, 1993. pp. 294-309. 

Because this bacterium adheres to the gastric submucous tissue, extermining the bacterium by 
administering drugs such as antibiotics is very difficult. Although attempts have been made to exterminate 
Helicobacter pyroli by the combined use of several antibiotics with proton pump inhibitors, such treatments 
must administer a large amounts of antibiotics over a long time period. In such treatments, various 
problems accompanying the appearance of an antibiotic-tolerant strain undesirably might be induced. 

Helicobacter pyroli recognizes cholesterol, glycolipids, sulfated glycolipids, laminin. fucosylated sugar 
chains and sialic acid on the gastric mucosa and thus adheres to the gastric mucosa. Therefore, attempts 
have been made to prevent gastric mucosa inflammation due to Helicobacter pyroli by interfering with the 
process of the recognition of these compounds by Helicobacter pyroli and the adhesion the bacterium to 
the gastric mucosa. Examples of substances which have been reported as Inhibitors for the adhesion of 
Helicobacter pyroli include fetuin (which inhibits the adhesion via sialic acid) and secretory IgA (which 
inhibits the adhesion via a fucosylated sugar chain). However, these substances have not been put into 
practical use as adhesion inhibitors for Helicobacter pyroli, since they cannot be supplied on a mass scale. 

On the other hand, the present inventors previously have found that the cells of a certain bacterium 
belonging to the genus Bifidobacterium or lactic acid bacteria and polysaccharides extracted therefrom are 
effective not only in preventing gastric ulcers, but also in promoting the healing thereof, and thus are usable 
as an antiulcer agent (JPA-4-5236; the term "JPA" as used herein means an "unexamined published 
Japanese patent application"). The present inventors further discovered that rhamnose rich polysaccharides, 
rhamnan and rhamnose oligosaccharides originating in certain marine algae exert similar effects (JPA-5- 
61447). However, the antiulcer mechanism exhibited by the above-mentiond polysaccharides has not been 
clarified previously. 



SUMMARY OF THE INVENTION 

It is an object of the present invention to provide a novel antiulcer agent effective in treating and 
preventing ulcers. 

It is another object of the present inventionQo provide a drug which inhibits the adhesion of 
Helicobacter pyroli on the gastric mucosa, and thus enables the prevention and treatment of gastritis, 
gastric ulcers, gastric cancer, and other disorders caused by said bacterium. 

Both the novel antiulcer agent and the adhesion inhibitor for Helicobacter pyroli which have been 
provided successfully according to the present invention (hereinafter called "the drug of the present 
invention" and intended to include both of these agents) comprise fucoidan (i.e., polysaccharides mainly 
consisting of fucose) as an active ingredient 



DETAILED DESCRIPTION OF THE INVENTION 

Fucoidan been marketed in the form of reagents and purified preparations. Using these commercially 
available products as the starting material to prepare the drug of the present invention is most convenient. 
Alternately, fucoidan can be extracted easily from red or brown algae rich In fucoidan, with hot water or an 
aqueous solution of a diluted acid. Such an extract and a purified product are also usable In the drug of the 
present invention. Fucoidan extracted from red or brown algae usually has a molecular weight of about 
100,000 and comprises about 50 to 60 % fucose by weight, with a small amount of uronic acid. Some of 
the sugars constituting the fucoidan have been sulfated. 
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Examples of the marine algae which are rich in fucoidan and advantageously used as a starting matenal 
for the drug of the present Invention include red algae such as Phaeophyceae Chordariales nemacystus 
and brown aigae such as Padina arborescens, Undaria pinnatifida. Fucus evanescens, Himanthuha, 
Bifurcarla and Fucus vesiculosus. 

Typical examples of the method for extracting fucoidan from fucoidan-containing algae are as follows. 



(1) Hot water extraction 

A fucoidan-containing alga is suspended in about two to three times as much (on a wet basis) water 
10 and heated to about 100 -C for about 10 minutes to 1 hour. After removing the precipitate by 
centrifugation. calcium chloride or barium acetate is added to the supernatant to give a concentration of 0.5 
to 1.0 g/l and alginic acid thus precipitated is removed. Then low molecular weight substances are removed 
by three times dialysis against 10 times as much distilled water, or ultrafiltration and the residue is freeze- 
dried to give fucoidan. 

75 

(2) Acid extraction 

A fucoidan-containing alga is suspended in about three times as much (on a wet basis) aqueous 
solution of acetic acid to adjust pH 4 or dilute hydrochloric acid (pH 2.0) to give a concentration of 0.01 mol 
20 and extracted, at about room temperature to 100 "C. After removing the precipitate by centrifugation. the 
supernatant is neutralized by adding a solution of caustic soda. Then a solution of calcium chloride is added 
thereto to give a concentration of 0.5 to 1.0 g/l and alginic acid thus precipitated is removed. Next, low 
molecular weight substances are removed by ultrafiltration and dialysis and the residue is freeze-dned to 

give fucoidan. • f 

26 The ultrafiltration is conducted using an ultrafiltration membrane with a fractional molecular weight ot 
5.000 to concentrate the resulting supematant to one tenth. The concentrate thus obtained Is three times 
dialyzed against ten times as much distilled water in dialysis tube with a fractional molecular weight of 
6,000 to 8,000 (dialysis time: 20 hr). 

The extract from either extraction method may be further purified by, for example, gel filtration or ion 
30 exchange chromatography to elevate the content of fucoidan. 

The high molecular weight fucoidan extracted from marine algae from either extraction method may be 
degraded to an average molecular weight of about 10.000 by, for example, Smith degradation comprising 
treating with periodic acid. Seikagaku Jikken Koza. 4 "Toshitsu no Kagaku" the last volume (Biochemical 
Experiment Lecture 4 "Chemistry of Saccharides" the last volume. Tokyo Kagaku Dojin. See also Example 
35 3 hereinafter). The degraded fucoidan represented by the following formula may be used in the drug of the 
present Invention: 



40 



OR2 



wherein. Ri is fucose. R2 is H or SO3 and n is an integer. Degradation advantageously lowers the viscosity 
of the solution and thus makes handling the solution easy without causing decreased efficacy. 
45 Fucoidan is at least comparable and in some cases superior in antiulcer effect to polysaccharides 
extracted from bifidobacteria and marine algae. 

The antiulcer agent and adhesion inhibitor for Helicobacter pyroli according to the present invention 
are orally administered. Fucoidan enters the digestive tract and reaches the affected part where it exerts an 
ulcer-treating effect. 

50 Fucoidan also prevents gastric mucosa Inflammation, which advances Into gastric ulcer or cancer, by 
inhibiting the adhesion of Helicobacter pyroU \o the gastric mucosa, (See Test Example 4 herein). 

The drug of the present invention comprises fucoidan. i.e., polysaccharides originating In edible algae, 
and thus is very safe. Accordingly, the dosage form and dose can be selected arbitrarily. In general, the 
drug of the present invention may be blended with pharmaceutlcally acceptable liquids or solid carriers 

55 optionally together with, for example, solvents, dispersing agents, emulsiflers. buffers, stabilizers, fillers, 
binders, disintegrants and lubricants, and may be formulated into, for example, tablets, granules, dusts, 
powders and capsules. 
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The dose of the drug of the present invention appropriately ranges from about 1 to 500 mg/kg/day. 
preferably from 5 to 50 mg/kg/day. for most adults. 

This drug of the present Invention may be orally administered. Alternately. It may be added to food or 
drink for daily intake. 

5 

EXAMPLE 1 

Phaeophyceae Chordariales nemacystus was washed with distilled water and 3 ml of water was 
added to every 1 g of the alga (on a wet basis) of water was added thereto. Then the solution was heated to 

70 1 00 for 1 hour to extract components soluble in hot water. The extract thus obtained was filtered 
through a Nylon cloth filter. The filtrate was centrifuged at 9,000 rpm for 60 minutes. The resulting 
supernatant was concentrated, using an ultrafiltration membrane with a fractional molecular weight of 
30.000. Ethanol was added to the concentrate to give a concentration of 30 to 50 vol%. The mixture then 
was centrifuged to eliminate the insoluble matters. 

IS The supernatant thus obtained was dialyzed against distilled water and freeze-dried. Thus fucoidan 
(purity: 90 % or above) was obtained. Yield: 0.5 % by weight (based on wet algae). 

The purity was measured by NMR, the amount of neutral saccharides determined by phenol-sulfuric 
acid method and the amount of protein determined by Micro BCA method. 

The components of the fucoidan thus obtained were analyzed by gas chromatography. The fucoidan 

20 comprised 70 to 80 % fucose as the main component and 0 to 5 % uronic acid. From gel filtration using 
Sephacryl S-200. the molecular weight of the fucoidan was estimated as about 100,000. Data of ^^C-NMR 
indicated that these polysaccharides comprised 70 to 80 % 6-deoxysaccharide polymers as the main 
component and 0 to 5 % uronic acid. 



25 EXAMPLE 2 

The procedure of the above Example 1 was repeated, except that the fucoidan extract was extracted 
from Phaeophyceae Chordariales nemacystus with 0.01 N hydrochloric acid at 100 for 30 minutes to 
give fucoidan (yield: 1 .5 % by weight based on wet algae). 
30 The fucoidan thus obtained had a purity of 90 % or above and contained 3377 nmol/mg of fucose and 
1442 nmol/mg of sulfate group. 



EXAMPLE 3 

35 7 g of the fucoidan obtained in the above Example 1 was dissolved in 500 ml of a 0.2 M solution of 
periodic acid (in 10 mM acetate buffer. pH 5.0) and allowed to stand in the dark for 3 days. Then 1 ml of 
ethylene glycol was added to decompose the excessive periodic acid. The reaction mixture was adjusted to 
pH 8.0 by adding 1M borate buffer to give a final concentration of 0.4 M and then reduced by adding 4 g of 
sodium borohydride. After the completion of the reaction, the mixture was neutralized by adding glacial 

40 acetic acid and concentrated and desalted by ultrafiltration. Next, the pH value of the mixture was adjusted 
to 2.0 by adding hydrochloric acid and deacetalyzation was performed. The reaction mixture was dialyzed 
using a dialysis membrane of a fractional molecular weight of 1 .000. The resulting inner liquor was freeze- 
dried. Thus degraded fucoidan (average molecular weight: about 10.000. yield: 3.44 g) was obtained. 



45 TEST E)(AMPLE 1 

The fucoidan prepared in Examples 1 and 2 and commercially available fucoidan were tested for 
antiulcer activity on acetic acid-induced ulceration. 

Laparotomy was performed on ten 8-week-old SD rats (body weight: 250-300 g), under anesthesia with 
50 Nembutal. The stomach was exposed, and 0.03 ml of 20% acetic acid was injected in the submucous coat 
of the corpus ventriculi to induce ulceration. The test substance was orally given to the animals at a dally 
dose shown in Tables 1-3 below from the 2nd to 9th days from the operation. During the testing period, the 
animals were fed food and water, ad lib. On the 10th day. the stomachs were excised, and the area of the 
ulcerated part (longer diameter x shorter diameter) was measured as an ulceration Index. "Percent healing" 
55 was calculated from the ulceration index according to the following equation: 

Percent healing (%) = (1 - Ulceration index of test group/Ulceration Index of control group) x 100 



4 
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The results obtained are shown in Tables 1-3. The ulceration indices in the Tables are expressed 
mean (of 10 animals in each group) i standard deviation. 

TABLE 1 



Antiulcer Effect of Fucoidan of Example 1 


Dose (mg/rat) 


Ulceration Index 


Percent Healing (%) 


0 (control) 


11.0 ± 3.2 




1.5 X 8 


8.7 ± 3.4 


21.1 


3.0 X 8 


5.6 ± 2.9" 


49.1 


6.0 X 8 


5.9 ± 1.6* 


45.9 


Note: * Significant at an error of 5% or less (hereinafter the same) 



TABLE 2 



Antiulcer Effect of Fucoidan of Example 2 


Dose (mg/rat) 


Ulceration Index 


Percent Healing {%) 


0 (control) 


12.8 ± 3.9 




1.5 X 8 


7.6 t 3.6* 


40.4 


3.0 X 8 


9.2 ± 5.3 


28.4 


6.0 X 8 


8.7 ± 4.0* 


32.0 



TABLE 3 

30 



Antiulcer Effect of Fucoidan (derived from Fucus 
vesiculosus, manufactured by SIGMA CHEMICAL COMPANY) 


Dose (mg/rat) 


Ulceration Index 


Percent Healing (%) 


0 (control) 
1.5 X 8 
3.0 X 8 
6.0 X 8 


11.7 ±3.1 
8-7 ± 1.9* 
7.3 t 3.r 
6.3 ± 2.2* 


26.1 
38.4 
46.4 



TEST EXAMPLE 2 

Helicobacter pyroll was fixed on a microplate. Next, biotin-labelled BSA (bovine serum albumin) bound 
to a fucose sugar chain, which was seemingly an adhesion factor of Helicobacter pyroli, was added onto 
the microplate. Thus the BSA adhered to Helicobacter pyroli. The adhesion was determined by a color 
development reaction. 

The fucoidan obtained in above Example 2 and the degraded fucoidan obtained in above Example 3 
were examined for activity in inhibiting the adhesion of Helicobacter pyroli, using the degree of the 
Inhibition of the above-mentioned adhesion due to adding each fucoidan as an indicator. The determination 
was performed in the following manner. 

The biotin-labeled and fucose sugar chain-binding BSA (0 to 0.04 ug/ml) were added to each well of 
the plate (Pyrica plate, a product commercially available from Biomerica Co.) on which Helicobacter pyroli 
had been fixed and reacted at 37 -C for 1 hour. After washing away the unbound sugar chain-binding BSA 
with a buffer solution, a solution of streptoavidin (concentration: 0.05 mg/ml) was added to the wells in 100 
Ul portions and reacted at room temperature for 30 minutes. Thus streptoavidin selectively bound to the 
biotin of the sugar chain-binding BSA remaining in each well. After washing away the excessive strep- 
toavidin. 100 ul of a peroxidase-labeled biotin solution (2.5 ixg/mg) was added and reacted at room 

5 



BNSDOCID: <EP p645143A1J_> 



EP 0 645 143 A1 



temperature for 30 minutes. Then the excessive en2yme-lat)eled biotin was washed away. Thus the 

enzyme-labeled biotin selectively bound to the complex of the sugar chain-binding BSA and streptoavidin. 

After adding 100 ul of a substrate solution (an ABTS peroxidase substrate system, a product commercially 

available from KPL) and reacting at room temperature for 10 minutes, the activity of the enzyme 
5 (peroxidase) was measured as the absorbance at a wavelength of 405 nm. The absorbance thus measured 

Increased depending on the amount of the fucose-binding BSA added to the reaction system. 

5 to 150 ug/ml of fucoidan was added to the reaction system containing the fucose-binding BSA and 
! Helicobacter pyroli as described above and the absorbance was measured in the same manner. Tables 4 

and 5 show the results. The absorbance thus measured decreased with increased amount of fucoidan 
10 added to the reaction system. Indicating fucoidan inhibited the adhesion of Helicobacter pyroU to the sugar 

chain-binding BSA. 

TABLE 4 



20 



Inhibitory Activity of Fucoidan of Example 2 on Adhesion of Helicobacter pyroll 


Cone, of fucoidan (ug/ml) 


Absorbance (405 nm) 


0 


1.219 


1 


0.901 


2.5 


0.430 


5 


0.297 


7.5 


0.132 


10 


0.092 


100 


0.000 



TABLE 5 



Inhibitory Activity of Degraded Fucoidan of Example 3 on 


Adhesion of Helicobacter pyroll 


Cone, of fucoidan (ug/ml) 


Absorbance (405 nm) 


0 


1.284 


10 


1.254 


15 


0.895 


20 


0.725 


25 


0.501 


50 


0.209 


100 ( 


0.098 


150 


[ 0.092 



As discussed above, the present invention provides a drug which promotes healing of ulcers and 
45 inhibits the adhesion of Helicobacter pyroli and thus is effective in preventing and treating gastric mucosa 
inflammation which might advance into an ulcer or cancer. The drug of the present invention is produced 
using edible marine algae such as Phaeophyceae Chordarlales nemacystus as a starting material. Thus, 
the present inventive drug can be supplied on a mass scale at low cost. Further, the present inventive drug 
advantageously is very safe. 

50 While the invention has been described in detail and with reference to specific examples thereof, it will 
be apparent to one skilled in the art that various changes and modifications can be made therein without 
departing from the spirit and scope thereof. 

Claims 

65 

1. An antiulcer agent comprising fucoidan as an active ingredient. 
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2. An antiulcer agent comprising an algae extract containing fucoidan as an active ingredient, wherein said 
algae is red algae or brown algae. 

3. An antiulcer agent comprising a Phaeophyceae Chordariales nemacystus extract containing fucoidan 
5 as an active ingredient. 

4. An antiulcer agent as claimed in any of Claims 1 to 3. wherein said fucoidan is degraded. 

5. An adhesion inhibitor for Helicobacter pyroli comprising fucoidan as an active ingredient. 

6. An adhesion inhibitor for Helicobacter pyroli comprising an algae extract containing fucoidan as an 
active ingredient, wherein said algae is red algae or brown algae. 

7. An adhesion inhibitor for Helicobacter pyroli comprising a Phaeophyceae Chordariales nemacystus 
15 extract containing fucoidan as an active ingredient. 

8. An adhesion Inhibitor for Helicobacter pyroli comprising degraded fucoidan as an active ingredient. 

9. An adhesion inhibitor for Helicobacter pyroli comprising an algae extract containing degraded fucoidan 
20 as an active ingredient, wherein said algae is red algae or brown algae. 

10. An adhesion inhibitor for Helicobacter pyroli comprising a Phaeophyceae Chordariales nemacystus 
extract containing degraded fucoidan as an active ingredients. 

25 11. An antiulcer composition comprising fucoidan as an active ingredient in a therapeutically effective 
amount. 

12. An adhesion inhibitor composition for Helicobacter pyroli comprising fucoidan as an active ingredient 
In a therapeutically effective amount. 

30 

13. Use of the antiulcer agent as claimed in Claim 1, for the manufacture of a medicament for preventmg 
and treating ulcers and tumors on the gastric mucosa. 

14. Use of the adhesion inhibitor as claimed in Claim 5. for the manufacture of a medicament for inhibiting 
35 the adhesion of Helicobacter pyroti on the gastric mucosa. 



40 
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